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Sir: 



I. Bsmd staht, hereby declare as follows; 
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p'^^uirS; in?eCr,:«'iX'*.rV^ =«P an., an esaantla, 
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inyention can interfere with this relatlonsnip and inhibit pathogenic, intracellular bacteria 
from invading a mammalian cell. One skilled in the art would have underetood that the 
claimed method has not necessarily been developed to Inhibit the invasion and infection 
Of a particular pathogen, but to take advantage of this ligand-receptor relationship to 
tnhibit the invasion and infection of a variety of pathogenic, intracellular bacteria. 

The growth of bacterium EIEC4608-58 In LB broth with and without the addition of ft- 
cyclodextrin le shown as follows: 



Growth in LB cuitnna medium 




time (h) 

no influence of the bacterial replication 



oS?«JlT^®^"' ^•'^ S"""^*^ ^"^'y^'^ ^'th eieC4608-58 shows that the 
growth of the bactena is not influenced by the addition of ft^Cyciodextrin. 
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However, in vitro infection studies and growth analysis with S. typhimurium 14028 have 
also been conducted. The results are as follows: 



infection 
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The results show that the addition of ll-Cyclod6>ctrin inhibits the uptal<;e of S. typhimurlum 
14028 to inhibit infections, yet does not Inhibit the growth of the cell or the replication of 
bacteria. 

This is confirmed with the graph "Abstract of the results obtained with li-Cyciodextrin" and 
"in-vitro Infection studies with EIEC 4608-58" shown as follows; 



Abstract of the results obtained with 



Laboratoiy culture P-cyclodextrin does not influence the bacterial growth of EIEC 4608-58 
and of S./jrp/?/mu/j'u/j) 14028 




Cell culture 



p-cyclodextrin reduces the uptake of EIEC 4608-68 (3%) as well as of 
S, typhimurium 14028 (44%) in caco-2 enterocytes 



2D-ge!s 



^><:yc(odextrin does not influence ttie protein expression of EIEC 4608- 
58 as well as of $, typhimtium 14028 
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IN-VITRO INFECTION STUDIES WITH EIEC 4608-^58 



infection during 24 h 
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time (h) 



reduced uptake of bacteria 

no Influence on the intracellular replication 



Studies have also been csonducted that show that the Invasion of bacteria In Caco 2-cslls 
Is Inhibited with the administration of a cyclodextrin in accordance with the claimed 
invention as follows; 



s 



lt!-JRN-E009 11:39 UonsDflNONE RESEARCH +49 6172 991862 fin: 008989341106 S.7^XQ 



Application No. 10/502,059 
Declaration Under 37 CFR §1 .1 32 



Invasion Of Escherichia coli 
strain EIEC 4608-58 



150% 

Q. 

s: 130% 

120% 







- 1,0 










Invasion of Salmonella 
typiiimurium, strain 14028 



^5 iSDy, 

^ 140%/ 




Applicants have also performed tests in which J774-oells were infected with L. 
monocytogenes In the presence oF several sugars. These results are summarized as 
follows: 
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JnfiWtjon of .1774 flgUa u/jrt^ t , ^ . p onQBVTi^ff ^n^p 



Perccnt/rgc of viable inifa cuJIuJar bacterlao i^ftiiif/..! 

jiuiur wicicnao i^olfltod onq hour after infectfcin nP t'77/i 
cntcrocyres In the prwcncc of diffcrcm flu^a™ hn«.H 

r>.ii« . ^irrarcm sugars, bwed oq the untreated controj fiukarvoric 

cells were prc-ij5cubatcd one hour with ih^ . -cuicaryoac 

i^nc nou/ With the sugars mantioncd, infected with UsM^/rt 
monocytogene, slr^n J4028 m th. pre^enco of the sugpr for n pcriln . 
moubfltod wilh afi«temir.in ft, u ^ ''^ ^ muiutea, washed, 

mQUDnroo WlUi GeotemJcJn for one hour mid Gfi^My lysed «nd plnwd.. 



Results 



Sugar 



Without 



Glucose 



105% 



CyatodextrJji T ' 



CycJodextrifl n 
Cyolodextrin riT 



3 % 



The infection with tha cyclodextrlns is only i%. 2% or 13% respectively, with the addition 
of a cyclodextrin in accordance with the claimed invention. This stands in contrast with 
the coritiDl, wherein the comaspondlng infection without the addition of sugar was 100% 
In the presence of glucose, the corresponding rate of Infection was 105%. 

The results are as follows: 
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Infection of J774 cells with 
L. monocytogenes In the presence of 
diferentsugai^ 




sugar 



S«nf^« If ^ ^ Show thatthe Diaimed method Is effective for inhibiting the invasion and 
bacteria tT/T ^"^ ^ ^^^'^^^ °f pathogenic, intracellular 

with fh« niJimL S ^''^ apparen that administering a cyclodextrin In accordance 
^it *°«f Tianimallan cell can inhibit the Invasion and infection of the 

SfJill l.u'^'*'!^ of pathogenic, Intracellular bacteria. Thus, I declare that the 
disclosure of the above-Identified appHcation does enable one skilled In the ait to make 
and use the jnvantlon as set forth In the claims. 
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I further declare that all statements made herein of thai 
jeopartiize the validity of the above-captioned patent. 



By: 

6ERND STAHU 



Date; , 
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